Background: The project "Antibiotic resistance in bacteria of animal origin -II" (ARBAO-II) was funded by the European Union (FAIR5-QLK2-2002-01146) for the period [2003][2004][2005], with the aim to establish a continuous monitoring of antimicrobial susceptibility among veterinary laboratories in European countries based on validated and harmonised methodologies. Available summary data of the susceptibility testing of the bacterial pathogens from the different laboratories were collected.
Background
Antimicrobial agents are widely used for the treatment of bovine mastitis, respiratory tract infections and diarrhoea in cattle. During acute infections and outbreaks of infectious disease in groups or herds it is important to use an effective antimicrobial treatment as early as possible. This empirical treatment is generally based on knowledge of the resistance pattern of the different bacterial pathogens to antimicrobial agents used in the particular animal species.
Antimicrobial resistance is an increasingly important problem among several bacterial species causing infection in animals and humans in recent year. The problem for some bacterial species is so critical that there is few treatment options left [1, 2] .
The initial treatment of animals is commonly based on the experience regarding the expected resistance of the infectious agent. The fact that occurrence of antimicrobial resistance varies between countries and regions has the potential to complicate that matter. Furthermore, knowledge of expected resistance is limited by the small proportion of different bacterial pathogens from infected animals that actually are investigated for their antimicrobial resistance pattern.
To address this the ARBAO-II-project was funded by the European Union (FAIR5-QLK2-2002-01146) for the period [2003] [2004] [2005] , The aim of this project was to establish a continuous monitoring of antimicrobial susceptibility among veterinary laboratories in European countries based on validated and harmonised methodologies. Available summary data of the susceptibility testing of the bacterial pathogens from the different laboratories were collected and is herewith made publicly available.
In this report the first data on the prevalence of antimicrobial resistance among bacterial pathogens isolated from cattle are reported.
Methods

Participating laboratories
Each year the laboratories participating in the project were requested to fill in excel-file templates with national summary data on the occurrence of antimicrobial resistance from different bacterial species and groups. The participants were asked to submit national data but if this was not possible they were advised to submit regional or institutional data as done by England (and Wales). The data for some countries might be incomplete e.g. Latvia, Finland and Portugal and data were deducted for others if the number of isolates were lower than 9. The bacterial species and their antimicrobial resistances are given in Table  1 and Tables 2, 3 , 4, 5, 6, respectively.
Quality control
Invitation was annually announced through the network by email or facsimile to all ARBAO members to participate in self-evaluating proficiency tests (EQAS external quality assurance system) for antimicrobial susceptibility testing. The tests were conducted each year to test if the current methodologies were accurate, adequate and reliable [3, 4] . In addition, the EQAS served as a tool to point out the laboratories from where annual data were reliable. The goal was to have all laboratories to perform antimicrobial sus-ceptibility testing with a maximum of 10% total deviations (minor, major, or very major deviations) and a maximum of 5% critical deviations (major or very major deviations).
Eight strains of each species (Staphylococcus aureus, Mannheimia haemolytica, Pasteurella multocida, Streptococcus dysgalactiae, Streptococcus uberis and Escherichia coli) were selected for each EQAS iteration. Strains were obtained from the isolate collection of the National Food Institute, Technical University of Denmark (DTU Food). All strains were included in only one EQAS iteration. The strains were inoculated to agar stab cultures for shipping to participating laboratories. Participating laboratories also received a lyophilised reference strain as a quality control strain for susceptibility testing (E. coli ATCC 25922; Campylobacter jejuni ATCC 33560; Enterococcus faecalis ATCC 29212, S. aureus ATCC 25923, and S. aureus ATCC 29213) in each EQAS shipment.
Participating laboratories were instructed to follow the enclosed testing instructions; subculture the test strains, and propagates the quality control strains prior to performing the susceptibility method that was routinely used by their laboratory. In addition, laboratories were advised to maintain the quality control strain for future proficiency tests. After completion of the susceptibility testing of the test strains and the quality control strain, the participating laboratories were instructed to record the obtained results, using MIC values or zone-diameter in millimetres, and categorize each of the tested strains as either "resistant" (R), "intermediate" (I) or "susceptible" (S) against each tested antimicrobial agent using the breakpoints routinely used in their laboratory. They were then asked to record the information on the participating laboratory record sheet.
After submitting results, participating laboratories received an individual report. The individual reports for the participating laboratories reported all deviations from the expected values and suggestions of how to either solve or investigate the problem. For the quality control strains, deviations were defined as values that exceeded the quality control range of the strain. Deviations of the antimicrobial susceptibility results were categorised as minor, major or very major. A minor deviation was defined as an intermediate strain that was classified as susceptible or resistant or vice versa (i.e. I ↔ S or I ↔ R). A major deviation was defined as a susceptible strain that was classified as resistant (i.e. S → R). A very major deviation was defined as a resistant strain that was classified as susceptible (i.e. R → S).
The overall performance was between 85%-100% correctly categorized isolates. In general, the concordance between the expected results and the participants' results for Enterobacteriaceae was highest. Data from laboratories performing unsatisfactory in the EQAS (performance below 90% correctly categorized results) were not included in the present report. The summary results for the bacterial species included in the EQAS are considered to be comparable between countries, but there is a potential bias due to differences in sampling and microbiological methods used for isolation in the different countries.
The EQAS results for streptococci and staphylococci were less favourable that for Enterobacterriaceae.
Testing methods
Each participating laboratory reported annually which methods were used for antimicrobial susceptibility testing. Laboratories from England (and Wales), France, Italy, Latvia and Portugal used disc diffusion tests, whereas Denmark, the Netherlands, Norway, Sweden and Switzerland used the broth micro dilution method by which the minimal inhibition concentration (MIC) is determined. Spain and Finland both used MIC determination as well Antimicrobial agent Year Country and prevalence of resistance 
DK -Denmark; E -England, F -France; I -Italy; LV -Latvia; NL -The Netherlands; P -Portugal; N -Norway; ES -Spain; S -Sweden; CHSwitzerland.
as disc diffusion, whereas Belgium used tablet diffusion. The manufactures of discs and microtitre plates for broth micro dilution differed between countries.
All countries have reported whether they to some extend or in all aspects followed the standards of the Clinical and Laboratory Standards Institute (CLSI), M31-A2, M7-A6 or M2-A8 [5] to determine zone sizes and MIC values. England (and Wales), France, the Netherlands, Norway, Sweden and Switzerland reported that they did not completely use CLSI breakpoints as their means of determining the antimicrobial susceptibility levels (referring to the CLSI breakpoints listed in the fifteenth international supplement M100-S15). The antimicrobials tested against S. aureus, M. haemolytica, P. multocida, S. dysgalactiae, S. uberis and E. coli are given in Tables 2, 3 
Results
Susceptibility data were obtained from 25,241 bacterial isolates isolated in 13 European countries over a three year period, 2002-2004 (Table 1) . Not all countries were equal participants in that some countries submitted data on a single bacterial species, e.g. Belgium, Finland, Latvia, Portugal and Norway, whereas other countries provided data for multiple bacterial species.
Staphylococcus aureus
Susceptibility data for S. aureus from bovine mastitis were obtained from ten of the 13 participating countries. In total between 691-1,321 isolates were tested depending on the year and number of countries submitting date for that year (Table 1) . In general, a relatively low frequency of resistance was observed in all countries over the years (Table 2 ). However, a higher level, e.g., > 10%, resistance was noted to penicillin in almost all countries with the exception of France, Norway and Sweden.
Mannheimia haemolytica
Susceptibility data for M. haemolytica from infections in cattle were obtained from a total of six countries ( Table 3 ). The six countries tested between 117-221 isolates. In general, the level of resistance was relatively low with the exception of tetracycline and ampicillin in all countries over the years (Table 3 ). Resistance to ceftiofur was not detected among the 529 isolates tested.
Pasteurella multocida
Susceptibility data for P. multocida from infections in cattle were obtained from a total of six countries. Results from a total of 194-504 tested isolates were submitted (Table 1) . In general, a relatively low frequency of resistance was observed in all countries over the years (Table 4) . 
Streptococcus uberis
Susceptibility data for S. uberis from mastitis in cattle were obtained from five countries ( Table 1) . The number of isolates tested was 984-1,687. In general, a relatively moderate frequency of resistance was observed in all countries over the years (Table 5 ). Major differences were observed between countries and some variation also over years. 
Streptococcus dysgalactiae
Susceptibility data for 255-521 S. dysgalactiae isolates from mastitis in cattle were obtained from the same countries as for S. uberis (Table 1 ). In general, there was an increased frequency of resistance observed in all countries over the years. Most noticeable was a very high level of resistance against tetracycline (Table 5 ). Major differences were observed between countries and some variation also over years.
Escherichia coli
Susceptibility data for E. coli from diarrhoea in calves and mastitis in cattle and surveillance programmes were obtained from ten countries (Table 6 ), which submitted susceptibility data for 3 490-5,921 isolates. A high prevalence of resistance was observed in this pathogen compared to the other species investigated (Table 6 ). Major variations between countries and antimicrobial agents were apparent.
Discussion
The data presented in this report originate from samples submitted to diagnostic laboratories in different countries. It was generally impossible to retrieve data on the specific age of the animals and additionally, the specific microbiological methods used to isolate and identify the organisms remained unreported. All participating laboratories are, however, appointed national reference laboratories for antimicrobial resistance.
Information on antimicrobial usage prior to collection of the samples could have indicated why resistance in some countries is higher than in others, and also, it could have indicated a reason for the difference seen between antimicrobials. As information on these key determinants is not available, comparisons and conclusions have to be done with care. Nevertheless, the study provides interesting data on the prevalence of antimicrobial resistance in bacterial pathogens in different European countries.
Although there was a prior agreement between the participating laboratories on a list of antimicrobials of relevance for each bacterial species, most laboratories provided data for different panels of antimicrobial agents. The same heterogeneity was observed in the breakpoints applied. This demonstrates an important problem in performing international monitoring based on data produced by routine diagnostic laboratories using different panels, methods, equipment etc. [6, 7] . We are aware that publishing data from multiple laboratories can be very problematic as there might be variations in methods used, interpretative criteria, etc. In the ideal world all laboratories would use the same methods and we could believe that data were directly comparable. However, since this unfortunately not is the case and there actually are major differences in the methods used we decided to ensure the comparability of the data as means of gaining reliable by conducting an external quality control system and only include data from laboratories and pathogens where the cut-off was met.
Staphylococcus aureus
In a previous survey of isolates from nine European countries and USA, major variations in the occurrence of resistance between countries were reported [8] . For France the percentages of resistance observed by oxacillin resistant S. aureus isolates must be interpreted with a great deal of precaution. Data on bovine pathogens were collected through a multi centre study (see Table 1 ). The results could not be verified because some of the laboratories involved in the network did not store the strains. From 2003, all the strains collected in France were investigated specifically for methicillin resistance and a decrease was observed. MRSA are not commonly seen in bovine mastitis but this has recently been reported in Korea [9] and Hungary [10] . MRSA also seems to be emerging within other livestock species [11, 12] .
Mannheimia haemolytica
The decrease in resistance levels to antimicrobials in isolates from the Netherlands to ampicillin, fluoroquinolone, tetracycline, trimethoprim -sulphonamide may partly be explained by sampling bias (sampling of different age groups between years). [13] and the Netherlands [14] , whereas a similar or more frequent occurrence of resistance has been observed in USA [15, 16] .
Pasteurella multocida
Antimicrobial resistance in P. multocida seems to be higher in the Netherlands compared to the other countries (e.g. 20% to tetracycline in 2002) though the amount of resistance shows a tendency to decrease over the years for ampicillin, tetracycline and trimethoprim -sulphonamide ( 
Streptococcus uberis
Resistance to trimethoprim -sulphonamide and penicillin seems to be low compared to the levels of resistance for other antimicrobials tested. The percentages of resistance to trimethoprim + sulphonamide (8.7%) and penicillin (3.9%) were the highest values observed in the Netherlands. A relatively high level of resistance could be detected in countries, which submitted data for tetracycline and erythromycin as well as gentamicin (Table 5) . Similar data have been reported from USA [17, 18] and France [19] . Thus, bovine mastitis caused by streptococci can be treated with penicillins, whereas the use of macrolides and tetracyclines probably should be avoided on the basis of the resistance data generated by this study.
Streptococcus dysgalactiae
Resistance to tetracycline and erythromycin was high compared to the other antimicrobials tested. In the Netherlands 67.8% of the isolates were resistant to tetracycline in 2004 and 17% of the isolates from France were resistant to erythromycin in 2003. The isolates from Sweden were susceptible to all antimicrobials tested, except for tetracycline, where the level was 6% (Table 5) .
Escherichia coli
The percentage of resistant isolates increased in some countries, whereas it decreased in others. [20] .
The seemingly emerging occurrence of resistance to the important antimicrobial agents; cephalosporins and fluoroquinolones in Belgium, France, Italy and Spain is worrying. These four countries had in general the highest frequency of resistance to most antimicrobial agents, potentially making treatment difficult.
Conclusion
A frequent occurrence of resistance to several antimicrobial agents was observed and major differences between countries are apparent. This may reflect differences in the antimicrobial use between countries and veterinarians.
This study supports the premise that the treatment of infected animals has to be based on local knowledge and the observed resistance patterns.
Some limitations in the study design were apparent. Because of this precautions should be taken when comparing the summary data. Furthermore, differences in antimicrobial resistance testing and to some extend differences in breakpoint used may also complicate the comparison between the countries. The use of an external quality assurance system did, however, reveal that the influence of the differences and lack of standardisation might be minor.
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